Background: DNA methylation levels will be important for detection of epigenetic effects. However, there are few reports showing sex-related differences in the sensitivity to DNA methylation. To evaluate their sex-related individual differences in the sensitivity to methylation rigorously, we performed a systematic analysis of DNA methylation in monozygotic twins, an optimal model to evaluate them because the genetic backgrounds are the same. Results: We examined 30 male and 43 female older monozygotic twin pairs recruited from the registry established by the Center for Twin Research, Osaka University. Their methylation levels were determined using the Infinium HumanMethylation450 BeadChip Kit (Illumina), which interrogated 485577 highly informative CpG sites at the single-nucleotide resolution, and the median methylation level was calculated for each of the 25657 CpG islands. Within-pair differences of methylation levels (WPDMs) were greater in male pairs than female pairs for 86.0 % of autosomal CpG islands, but were higher in female pairs than male pairs for 76.7 % of X chromosomal CpG islands. Mean WPDMs of CpG islands in each autosomal chromosome were significantly higher in male pairs than in female whereas that in X chromosome was significantly higher in female pairs than in male. Multiple comparison indicated that WPDMs in three autosomal and two X-chromosomal CpG islands were significantly greater in male pairs, whereas those in 22 X-chromosomal CpG islands were significantly greater in female pairs. Conclusion: Sex-related differences were present in the WPDMs of CpG islands in individuals with the same genetic background. These differences may be associated with the sexual influences in susceptibility of some diseases.
Background
Human phenotypes, such as physical characteristics, abilities, and disease susceptibility, are determined by both genetic and environmental factors [1] [2] [3] [4] . Environmental factors affect human phenotypes by changing the epigenetic modification of the genome, such as by DNA methylation and histone modification [5] . Epigenetic modification changes impact cellular behavior by regulating the chromatin status and gene expression [6] and so the evaluation of epigenetic changes will be used as new laboratory tests. One of the most important epigenomic modifications is the methylation of genomic DNA, which is the covalent addition of a methyl group to the cytosine at CpG dinucleotides. The CpG sites present in the regions containing high numbers of CpG dinucleotides (CpG islands) are generally unmethylated, although those in the majority of other genomic regions are methylated. CpG islands overlap the promoter regions of 60-70 % of genes and are generally protected from methylation, allowing for the expression of downstream genes, the transcription of which is further regulated by histone modification [7] .
Many reports show the within-pair differences of methylation levels (WPDMs) in discordant monozygotic twins for several disorders and traits because the aberrant DNA methylation of CpG islands may be an important epigenetic change that affects the developmental process of diseases or traits [8] [9] [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] . To identify the association of DNA methylation with the development of disease, general WPDMs in monozygotic twin pairs should be assessed. However, they have not yet been elucidated.
In this study, we examined the methylation levels of CpG islands in 113 monozygotic twins, calculated the WPDMs of genomic DNA, and compared the WPDMs between men and women to identify the sex difference in the WPDMs. WPDM of monozygotic twins can reflect the difference of the sensitivity to DNA methylation under the condition of the same genetic background. This study will be able to clarify the sex-related differences in the sensitivity to DNA methylation.
Subjects and Methods

Subjects
A total of 113 healthy Japanese monozygotic twin volunteers (35 male and 78 female pairs) were recruited from the registry established by the Center for Twin Research, Osaka University (Table 1 ) [20] . Blood was sampled at 9 am after a 12 h fast. A clinical examination was performed, and the twins completed health-related questionnaires. The twins in each pair were examined on the same day. Genomic DNA was isolated from peripheral blood mononuclear cells using a commercial kit (QIAamp DNA Mini Kit, QIAGEN, Germany). The (range) 57-87 55-87 Fig. 1 Within-pair differences in methylation levels for each CpG island (older pairs). Red circles indicate male pairs, and blue circles indicate female pairs. Within-pair differences in older male pairs are also greater in most autosomal CpG islands zygosity of subjects was confirmed by the perfect matching of 15 short tandem repeat (STR) loci using the PowerPlex® 16 System (Promega, Madison, WI, USA).
Methylation level of CpG islands
Analysis of the methylation level was performed using an Infinium HumanMethylation450 BeadChip Kit (Illumina), which interrogated 485577 highly informative CpG sites at the single-nucleotide resolution for each sample using the standard manufacturer's protocol. The experiment was performed with 0.5 μg of high-quality genomic DNA. There were 2 bead types for each CpG site per locus on the chip. The raw data were analyzed using the Genome Studio software (Illumina), and the fluorescence intensity ratios between the 2 bead types were calculated. A ratio value of 0 was equal to the nonmethylation of the locus, and a ratio of 1 was equal to total methylation. These raw data were corrected to normalize the differences in detection ranges between the two probes of the Infinium Assay using a peak-based correction method [21] . Normalized data were filtered to exclude invalid probes, such as null probes and probes with low reliability. After filtering, the data were categorized to each of 25657 CpG islands according to the registration of UCSC [22, 23] , and a median methylation level was calculated when there were two or more probes in a CpG island. We used the statistical software R (ver.2.15.1) to perform these data analyses.
Within-pair differences of the methylation level (WPDM)
We calculated the absolute values of differences in each CpG island methylation level between individuals in each pair as follows:
where ML1 is the methylation level of one of each twin pair and ML2 is that of the other twin. We also calculated the gender difference index of WPDMs in each CpG island as follows Gender difference index ¼ mean of male WPDMs
− mean of female WPDMs
This index is positive when the mean WPDM of a CpG island is higher in a male pair than a female pair.
Statistical analysis
Student's t test was used to compare WPDMs between males and females. Statistical analysis was performed using the JMP10 software (SAS Institute, Inc., Tokyo, Japan).
Results
Within-pair differences in the methylation levels (WPDMs) of CpG islands
As shown in Additional file 1: Figure S1 , we could find that the WPDMs were larger in many autosomal CpG islands for male pairs than female pairs, whereas the WPDM in many X chromosomal CpG islands were larger in female pairs than male pairs. When we performed the same analysis using only an older subset (>55 years old) (Table 1) , we obtained similar results (Fig. 1 ). As shown in Table 2 , means WPDM of CpG islands in each autosomal chromosome were significantly higher in male than in female pairs, whereas that in X chromosome was significantly higher in female than in male pairs. In addition, median of WPDM were also showed the same significances ( Table 2) .
The WPDMs of CpG islands in older male and female pairs are shown in Additional file 2: Table S1 in ranking order. Table 3 shows the top-rank 50 CpG islands, which have large WPDMs in older male and female pairs, and the common CpG islands, which are included in the top-rank 50 CpG islands of both genders. These are shown in Table 4 .
Gender difference index of WPDMs
As shown in Additional file 3: Figure S2 , the gender difference indices of WPDMs were positive for 86.0 % (21439/24932) of autosomal CpG islands, but negative for 76.7 % (556/725) of X-chromosomal CpG islands.
Comparison of each WPDM between older male and female pairs
Of the 25657 CpG islands analyzed, 11461 CpG islands showed low P values (<0.05) for WPDMs between male and female pairs using Student's t test. Among these significant CpG islands, WPDMs in the male pairs were higher in 11027 CpG islands (10975 were autosomal and 52 were X chromosome), whereas those in female pairs were higher in the other 434 islands (51 were autosomal and 383 were X chromosome) (Additional file 4: Table  S2 ). To perform multiple comparisons, we corrected the P values using the Bonferroni method and found 27 significant CpG islands. Of them, 3 were in autosomal chromosomes (2, 8, 12 chromosomes) and 24 were in the X chromosomes ( Table 5 ). The WPDM in male pairs was significantly higher in all 3 autosomal CpG islands (Fig. 2a-c) and 2 of 24 X chromosomal island (Figs. 2d,  2e) . Those in the female pairs were significantly higher in 22 of 24 X chromosomal CpG islands (Figs. 3a-v) . Table 3 Rank order within-pair differences in methylation levels of CpG islands in elder men and women pairs (Top-rank 50, in descending order) (Continued) Table 4 CpG islands whose within-pair difference in methylation rates were wide in both men and women 
Discussion
We clarified in this study that some CpG islands show large WPDMs both in men and women (Table 4) , WPDMs of autosomal CpG islands are generally large in men and those of X-chromosomal CpG islands are generally large in women (Fig. 1 , Additional file 1: Figure S1 and Table 2 ), and multiple comparison indicated the significant differences in WPDMs of some CpG islands between men and women (Table 5) (Figs. 2 and 3) . We suppose that these may be caused by the sex-related differences in sensitivity to the DNA methylation or the sex-related difference in the exposure to environment. Therefore, it will be required extra attention to sexrelated individual differences when we analyze DNA methylation.
According to the UCSC database [22, 23] , the CpG islands with large WPDMs common to both male and female pairs (Table 4) are located near the genes encoding the MC3R (melanocortin 3 receptor), KDM4B (lysine (K)-specific demethylase 4B), ADRBK1 (adrenergic beta receptor kinase 1, also known as GRK2), CCDC28A (coiled-coil domain containing 28A), C9orf171 (chromosome 9 open reading frame 171), LHX8 (LIM homeobox 8), NCOR2 (nuclear receptor corepressor 2), and so on ( Table 4) . Two of the genes, MC3R and ADRBK1, are related to the regulation of energy homeostasis [24, 25] . Such genes may be susceptible epigenetic changes by environmental factors in both men and women. In addition, these results will serve the data as controls when interpreting the biological relevance of sex-related CpG islands.
In the present study, we found that the WPDMs of most X chromosomal CpG islands are larger in female pairs. This may be due to the random inactivation of the X chromosome, which is specific for females [26] . Interestingly, the WPDMs of most autosomal CpG islands were larger in male pairs. We confirmed these data using older twins because the WPDMs increase with age [27] [28] [29] [30] . These indicate that individual differences in most autosomal methylation levels are greater in men than women and suggest that epigenetic changes of DNA in autosomal chromosomes may be more dynamic in men, indicating that men may be more sensitive to environmental factors or may encounter more opportunities to interact with environmental factors compared to women.
It is possible that the large differences in WPDMs of particular gene between men and women may be related to the sex differences in the disease susceptibility of acquired diseases which affected by DNA methylation in that gene. In the present study, statistical analyses indicate that WPDMs were significantly greater in 3 autosomal (Figs. 2a-c ) and 2 X chromosomal CpG islands in men (Figs. 2d and e) , but were significantly greater in 22 X chromosomal CpG islands in women (Figs. 3a-v) . Two of these autosomal CpG islands are located near known genes, ADGRB1 (adhesion G proteincoupled receptor B1) and SLC6A12 (solute carrier family Fig. 2 CpG islands showing greater within-pair differences in methylation levels for older male pairs. See "Scatter chart" column of Table 5 for explanation of each panel Fig. 3 CpG islands showing greater within-pair differences in methylation levels for older female pairs. See "Scatter chart" column of Table 5 for explanation of each panel 6 (neurotransmitter transporter) member 12) (Table 5) . Interestingly, glioblastoma [31] , gastric cancer [32] , and colorectal cancer [33] , which are dominant in males [34] [35] [36] , are associated with ADGRB1, and schizophrenia [37] and autism [38] , which are also dominant in males [39, 40] , are associated with SLC6A12.
By contrast, although the WPDMs of the majority of CpG islands in the X chromosome are greater in women, the WPDMs of the two CpG islands in the X chromosome were significantly greater in male pairs. These CpG islands are located near known genes, including ARSD (arylsulfatase D), KCNE1L known as KCNE5 (potassium channel voltage gated subfamily E regulatory beta subunit 5), GYG2 (glycogenin 2), and IRS4 (insulin receptor substrate 4) ( Table 5 ). KCNE1L and ARSD are associated with atrial fibrillation [41] and gastric dilatation [42] , respectively, both of which are also male dominant [43, 44] . GYG2 is involved in blood glucose homeostasis [45] and IRS4 encodes the insulin receptor substrate. The CpG sites in such glucoserelated genes may be easily influenced by glucose levels, which are higher in men than in women [46] . On the other hand, HCFC1 (host cell factor C1), which has a higher WPDMs in women, is associated with herpes simplex infection [47] , which is female dominant [48] .
Because one of the limitations of this study may be the sample size, which is not enough for high statistical power, there may be some other minor significances we could not find. Another limitation may be a lack of replication study because it is difficult to collect healthy twin data for another cohort. It will be important to analyze the age as co-factor to explore whether the pattern of sex difference changes with age although we could not because of the small sample size. In future, when DNA methylation levels are used as new laboratory tests, our data will be important to know the physiological difference and may also supply significances for diagnosis or prognosis of some sex-related disorders.
